· 254658, 254659, 254660, 254661:
	Primer use 
	Primer name 
	Primer Sequence 
	Barcode sequence 
	Applied to  

	NGS sample preparation forward primer 
	dual guide PCR forward primer_8 
	AATGATACGGCGACCACCGAGATCTACACGATCGGAAGAGCACACGTCTGAACTCCAGTCACAGTCAAGCACAAAAGGAAACTCACCCT 
	AGTCAA 
	254659Brunello_BFP 

	NGS sample preparation forward primer 
	dual guide PCR forward primer_9 
	AATGATACGGCGACCACCGAGATCTACACGATCGGAAGAGCACACGTCTGAACTCCAGTCACACAGTGGCACAAAAGGAAACTCACCCT 
	ACAGTG 
	254660Brunello_eGFP 

	NGS sample preparation forward primer 
	dual guide PCR forward primer_10 
	AATGATACGGCGACCACCGAGATCTACACGATCGGAAGAGCACACGTCTGAACTCCAGTCACTGACCAGCACAAAAGGAAACTCACCCT 
	TGACCA 
	254661Brunello_mCherry 

	NGS sample preparation reverse primer 
	dual_guide_PCR_R_primer_v2 
	CAAGCAGAAGACGGCATACGAGATtaactgcagggaccacct 
	 
	 

	NGS sequencing primer, need to spike in 
	dual_guide_custom_BstXI_P1 
	cctaactgtaaagtaattgtgtgttttgagactataagtatcccttggagaaccac 
	 
	 


 
PCR amplification: 20 ng of library plasmid per 50 uL reaction, 16 reactions per library.
	 
	uL 
	x16 rxns 

	Forward primer (100uM, Index primer) 
	0.5 
	8 

	Reverse primer (100uM) 
	0.5 
	8 

	NEB Q5 Master mix 
	25 
	400 

	Template (10ng/ul)) 
	2 
	32 

	H2O 
	22 
	352 

	total uL 
	50 
	800 


PCR thermocycling: 
	Initial denaturation  
	98°C, 60s 
	 

	Denature  
	95°C, 10s 
	 

	Anneal 
	68°C, 75s 
	(Repeat 9 cycles) 

	Final Elongation 
	65°C, 5minutes 
	 

	Final Hold  
	4°C, forever 
	 



· Representative Illumina sequencing results (read counts or some representation or visualization thereof) that confirm diversity of the library sample 
· Skew 90/10
· 254659: 1.53
· 254660: 1.63
· 254661: 1.59
